Introduction {#s1}
============

3D cultures embedded in hydrogels represent a challenging opportunity to advance in tissue engineering and 3D *in vitro* functional models (Ashammakhi et al., [@B5]). The advent of new technologies, such as 3D printing and bioprinting, allows the production of artificial 3D cell microenvironments, provided that a wide range of printable hydrogels are available (Moroni et al., [@B45]; Bagher et al., [@B7]). Such hydrogels must be biocompatible and able to provide 3D scaffolds with the appropriate structural and chemical features, such as stiffness, viscosity, and capacity to interact with cells providing them with the required biological signals to address their fate (Ooi et al., [@B51]; Neves et al., [@B47]). New fascinating strategies have been developed to better control the encapsulation of one or more cell lines in specific architectures, all based on the use of proper biomaterials with tailored properties and fabrication strategies. An important issue is, therefore, the availability of biomaterials suitable for different therapeutic purposes and fabrication strategies. Most or commercially available biopolymers employed as matrices for cell cultures are not suitable or adaptable as bioinks for 3D printing protocols, and vice versa. 3D printing protocols are strongly related to the physical properties of the polymers employed. At the same time, cells embedded in the printable polymers need motifs and functional groups able to mimic biochemical signals and structures present in the natural extracellular matrix (Nicolas et al., [@B48]). The development of new accurately functionalized biopolymers that enable the properties of the final constructs to be tuned is therefore desirable. The majority of the biopolymers employed for biomedical use are natural polymers extracted from animal tissues or obtained by recombinant methods. They are biocompatible and suitable for integration in biological systems, but their applications are often limited due to the poor mechanical properties, the inadequate architecture, and the limited modularity of the structural features. In order to overcome these limitations, one of the most promising strategies is based on the combination of polymers by controlled crosslinking with linkers of different lengths, in order to "tune on demand" the morphological and mechanical properties of the final constructs (Spicer et al., [@B67]). Chitosan is a cationic polysaccharide characterized by N-acetyl-D-glucosamine and D-glucosamine as units. Chitosan derivatives have been already shown to recreate a microenvironment conducive to cell growth (Zhang et al., [@B79]) and they have been extensively employed for tissue engineering applications (Polgar et al., [@B55]; Fasolino et al., [@B14]; Ruprai et al., [@B59]; Sultankulov et al., [@B69]; Cassimjee et al., [@B10]; Tao et al., [@B73]). Moreover, chitosan can be combined with natural polymers such as gelatin, which contains specific aminoacidic residues such as Arg-Gly-Asp (RGD) in its sequence (Davidenko et al., [@B11]). This amino acid sequence is present ubiquitously as an adhesion sequence in the proteins of extracellular matrix (Liu et al., [@B38]) and is involved in numerous physiological functions. Binding between integrins and RGD induces a series of reactions in the cytoplasm involving the cytoskeleton and other proteins that regulate cell adhesion, growth, and migration. For this reason, the combination of these two polymers has been widely investigated for various biomedical applications from wound healing (Huang et al., [@B25]; Carvalho, [@B9]) or drug delivery (Kim et al., [@B30]). Chitosan-Gelatin hybrids have been identified as promising hybrid materials for tissue engineering or drug delivery applications (Afewerki et al., [@B1]; Rodríguez-Rodríguez et al., [@B56]). The use of hybrids obtained by ionic interactions or covalent linkages has been investigated to obtain scaffolds or hydrogels with specific kinetics and degradation properties (Gorgieva and Kokol, [@B19]). Different fabrication methodologies have been employed depending on the final intended application, such as crosslinking by chemical reaction of complementary groups using glutaraldehyde (Jiankang et al., [@B28]) or N, N-(3-dimethylaminopropyl)-N′-ethyl carbodiimide (Alizadeh et al., [@B3]) as crosslinkers or crosslinking by high-energy irradiation like UV (Saraiva et al., [@B63]; Carvalho, [@B9]). However, conventional crosslinking methods involve the use of toxic reagents such as glutaraldehyde or photoinitiators and mutagenic UV irradiation and lead to the formation of side-products that can be unsafe or not fully biocompatible. In the present work, we are presenting an alternative based on Diels-Alder click chemistry that is applicable to different formulation and fabrication strategies at physiological pH without further purifications, also allowing cell encapsulation during the crosslinking without affecting cell viability.

This strategy requires the introduction in the biopolymer chains of functional groups able to react with sufficiently fast kinetics in mild and biocompatible conditions and without the formation of toxic side products---in other words, a "click reaction" (Nimmo and Shoichet, [@B50]; Azagarsamy and Anseth, [@B6]; Tam et al., [@B72]). A linker with complementary functional groups is commonly used for click reaction crosslinking. Several biocompatible click reactions have been employed to obtain smart biomaterials and to impart them with new biological functionalities (Nimmo and Shoichet, [@B50]; Russo et al., [@B62], [@B60], [@B61]; Azagarsamy and Anseth, [@B6]; Lin et al., [@B36]; Gandavarapu et al., [@B17]; Nair et al., [@B46]; Taraballi et al., [@B74]; Huynh et al., [@B26]; Kaur et al., [@B29]). However, the application of these procedures on heterogeneous systems is of growing interest in materials science also for the improvement of bioprinting hybrid polymer procedures.

In order to fulfill this objective, we have investigated a strategy to functionalize gelatin and chitosan, selected as biopolymers, in order to obtain a final construct with both polysaccharide and protein properties. According to our experience, the most reproducible crosslinking approach is the Diels-Alder reaction (Roy et al., [@B58]). The Diels-Alder cycloaddition has already been employed to generate polysaccharide-based biomaterials, as with hyaluronic acid and alginate-based hydrogels, employed to encapsulate cancer cell lines, confirming the biocompatibility of the produced biomaterials (Smith et al., [@B66]).

In the present work, we designed and studied gelatin (GE) and chitosan (CH) functionalization with methyl furfural as a diene and the employment of the functionalized constructs as starting polymers for the design of a customizable hybrid biomaterial crosslinked by Diels-Alder cycloaddition with a commercial Star-PEG functionalized with maleimide groups as dienophile (Star-PEG-MA) ([Scheme 1](#S1){ref-type="fig"}).

![GE-CH crosslinked network obtained by methyl furan-maleimide Diels--Alder (DA) click reaction.](fchem-08-00524-g0008){#S1}

Chitosan and gelatin were treated with 5-methyl furfural in the presence of NaCNBH~3~ to perform a reductive amination, taking advantage of their amino groups, to generate the methyl furan functionalized biopolymers. This reaction has already been investigated on single-chain polymers for the generation of new diagnostic and therapeutic tools for nanomedicine and tissue engineering applications (Hall et al., [@B23]; Nimmo et al., [@B49]; Alge et al., [@B2]; Gandini, [@B18]; Koehler et al., [@B31],[@B32]; Park et al., [@B53]; Gregoritza and Brandl, [@B20]; Stewart et al., [@B68]; Ma et al., [@B39]; Tam et al., [@B72]; Smith et al., [@B66]; Madl and Heilshorn, [@B40]).

However, to our knowledge, the employment of Diels-Alder crosslinking to produce hybrid systems based on protein and polysaccharide components functionalized with methyl furan moieties has not been investigated yet. As a matter of fact, the crosslinking reaction between two totally different biopolymers containing the same reactive functional group must be accurately modulated to generate a hybrid material with the required properties. The intensity of derivatization of GE and CH with methyl furan was therefore determinated in order to finally obtain the most efficient crosslinking conditions.

The hydrogel network formation was assessed using different concentrations of maleimide tetra-functionalized PEG (Star-PEG-MA commercially available) to select the most promising formulation. In detail, the methyl furan-functionalized biopolymers were mixed and reacted with star-PEG-MA to obtain the final crosslinked hydrogel (GE-CH). The different reactivities of gelatin and chitosan with the Star-PEG-MA make it problematic to assess the appropriate degree of functionalization for obtaining network formation in the crosslinking step. On the other hand, the Diels-Alder cycloaddition turned out to be an affordable method to control the crosslinking of the final hydrogel and to easily quantify the degree of functionalization of both of the polymeric components by NMR.

The hydrogels obtained were manufactured by employing different formulation strategies ([Figure 1](#F1){ref-type="fig"}) and were preliminary assessed for different biomedical applications. We tested the hybrid hydrogels for spheroid encapsulation studies, in which the applicability of commercial materials is often limited in terms of histological analysis feasibility and reproducibility. Furthermore, the biomaterial of choice must avoid uncontrolled migration or low viability of the embedded cells.

![Graphical representation of hybrid formation, cell encapsulation, and formulation in a cell-laden hydrogel bioprinted construct.](fchem-08-00524-g0001){#F1}

We also screened our hybrid materials as biopolymers for 3D-bioprinting applications, generating cell-laden constructs. 3D bioprinting is today an emerging fabrication technology with potential applications in tissue engineering and cell biology studies (Gungor-Ozkerim et al., [@B22]; Sun et al., [@B70]). However, also in this case, libraries of bioprintable biomaterials need to be created to enable more effective *in vitro* testing and to overcome the current limitations arising from the different cell population requirements and the multitude of physiological and pathological conditions to mimic.

Materials and Methods {#s2}
=====================

Gelatin (type A), 5-methylfurfural, 4arm-PEG10K-Maleimide (Star-PEG-MA), Phosphate-Buffered Saline, U87 glioblastoma cell line, Eagle\'s minimal essential medium, L-glutamine, Sodium Pyruvate, Fetal Bovine Serum, penicillin, and streptomycin were purchased from Sigma-Aldrich, Italy. Water-soluble chitosan was purchased from Carbosynth Ltd, UK. A LIVE/DEAD Cell Viability Assay was purchased from ThermoFisher.

Functionalization of Methyl-Furan Functionalized Gelatin (GE-MF)
----------------------------------------------------------------

Gelatin type A (2.00 g) was dissolved in 30 ml of PBS at pH 4.5 and heated at 37°C until a homogeneous solution was obtained. To the dissolved gelatin, 6.8 ml of 5-methyl furfural was added and left under gentle stirring. After 30 min, 2.15 g of NaBH~3~CN was added, followed by stirring for 3 h. The solution was dialyzed against a NaCl solution (0.1 M) for 1 day, followed by mQ H~2~O for 4 days, using 14 kD dialysis membranes at 40°C. Functionalized polymers were purified through filtration, using 0.5 and 0.22 mm filters. The obtained solution was freeze-dried to give 1.73 g of a white spongy solid.

Functionalization of Methyl-Furan Functionalized Chitosan (CH-MF)
-----------------------------------------------------------------

Chitosan (2.00 g) was dissolved in 35 ml of 2% acetic acid solution and mixed by sonication and vortex until a homogeneous solution was obtained. To the dissolved chitosan, 206 μl of 5-methyl furfural was added, and it was left under gentle stirring. After 30 min, 65 mg of NaBH~3~CN were added, and the reaction was stirred for 3 h at room temperature. The solution was dialyzed against 0.01 M NaCl solution for 1 day, followed by mQ H~2~O for 4 days, using 1 kDa dialysis membranes at 40°C. Functionalized polymers were purified through filtration using 0.5 and 0.22 mm filters. The obtained solution was freeze-dried to give 1.37 g of a white spongy solid.

Hybrid Hydrogel and Dried Sample Formation
------------------------------------------

### Hydrogel Network

GE-MF (33 mg) and CH-MF (17 mg) were dissolved in 0.750 ml of PBS at 7.4 pH by vortexing at 37°C until complete dissolution. PEG-Star-MA (2.5 mg) was dissolved in 0.250 ml at rt, added to the hybrid solution, and mixed. The hybrid solution (GE-CH) was left for 3 h at 37°C to allow for hydrogel network formation.

### Dried Samples for SEM and Swelling Studies

the GE-MF, CH-MF, and PEG-Star-MA solution formed as previously described was transferred into Teflon® molds (15 cm diameter) and left for 3 h at 37°C. Once the Diels-Alder reaction had occurred, the sample was transferred at −20°C for 24 h and then freeze-dried for 48 h to obtain cylindrical samples (Irmak et al., [@B27]). Scanning Electron Microscopy (SEM) was employed to characterize the cross-section of the fibrous dried samples obtained.

H-NMR
-----

Spectra of chitosan and its derivate were obtained with a Bruker AVANCE III HD 500 MHz spectrometer (Bruker, Karlsruhe, Germany) equipped with a 5-mm TCI cryogenic probe at 303 K. Spectra were processed with BrukerTopspin software version 4.0.6. For preparation, 60 mg of chitosan sample was solubilized in 10 ml aqueous acid solution (Acetic acid 2%) and was mixed for 24 h at room temperature. Then, 1 ml of solution was lyophilized and solubilized in 0.6 ml D~2~O. The ^1^H NMR spectrum was acquired with presaturation of residual HDO, using 64 scans, an 8-s relaxation delay, and 32 k time-domain points. Spectra of gelatin and its derivate were also obtained with the Bruker AVANCE III HD 500 MHz spectrometer (Bruker, Karlsruhe, Germany) equipped with a 5-mm TCI cryogenic probe at 333 K and processed with BrukerTopspin software version 4.0.6. Samples of about 6 mg were dissolved in 0.6 ml of D~2~O. The ^1^H NMR spectra were acquired with presaturation of residual HDO, using 128 scans, a 25-s relaxation delay, and 32 k time-domain points.

FT-IR
-----

All of the FT-IR spectra were recorded in attenuated total reflection ATR mode using a PerkinElmer Spectrum 100 FTIR Spectrometer. All of the samples had been coated onto a steel surface and were analyzed at different points of the material. The absorbances of the samples and backgrounds were measured using 25 scans each. The spectral absorption data were collected in the range between 4,000 and 650 cm^−1^ at a spectral resolution of 2 cm^−1^.

SEM Analysis
------------

Scanning Electron Microscopy (SEM) was employed to characterize the surface and the cross-section of the obtained fibrous samples. The morphology of the final hybrid biomaterials was characterized using a ZEISS Gemini 500 field emission HR-SEM at voltage of 5 kV. Prior to examination under SEM, all of the samples were sputter-coated with a 10-nm chrome layer.

Swelling Analysis
-----------------

The swelling analysis was performed according to the literature (Varaprasad et al., [@B77]). In summary, the dried GE-CH crosslinked polymers were employed as dried cylinders (5 mm height and 15 mm diameter) and fully immersed in 10 ml of pH 7.4 PBS at 37°C. Samples were collected at the indicated time points, and the weights of the samples were measured using an electronic balance. The followed equation was employed to calculate the swelling ratio:

Swelling 

\%

=

Ws 

\-

 Wd

Wd

×

100

\[

Wd

=

Weight of polymer

;

 Ws

=

weight of swollen polymer

\]

Rheological Properties
----------------------

The rheological properties of the hydrogel were studied using a CMT rheometer (DHR-2, TA Instruments, USA) equipped with a 40-mm-diameter plate--plate geometry. For all tests, the temperature and the gap between the plates were kept constant 37°C and 1.0 mm, respectively, and a solvent trap was used to prevent loss of solvent. The viscoelastic behavior of the material at the mesoscale was investigated by means of dynamic measurements and quantified through the storage modulus \[or elastic component of the complex modulus G^\*^(ω)\] G'(ω), and the loss modulus \[or viscous component of the complex modulus G^\*^(ω)\] G"(ω) \[Pa\]. G'(ω) and G"(ω) characterize the solid-like and fluid-like contributions to the measured stress response that follows a sinusoidal deformation of the tested material, respectively. The range of linear viscoelastic response under oscillatory shear conditions was identified by means of a strain sweep test: the sample was subjected to an extended field of strains (0.01--100%) at a constant frequency of 1 Hz. The mechanical plots were then drawn by performing a frequency sweep test over the 0.01--100 rad/s frequencies at a constant strain (2%). Finally, a step strain sweep test was carried out to investigate the self-healing properties of the sample in response to applied shear forces. Viscoelastic properties were measured as a function of time in an oscillatory time sweep (3 min, 2% strain, 1 Hz frequency) before and after severe destruction of the gel network (800% strain, 3 min, 1 Hz frequency). The extent of the self-healing behavior was calculated according to Zhao et al. ([@B81]) (Equation 1) as the ratio of the storage moduli of the healed ($\text{G}_{\text{h}}^{\prime}$) and pristine gels ($\text{G}_{\text{p}}^{\prime}$).
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Data were analyzed with TRIOS 3.0.2 software.

Cell Culture
------------

Before bioprinting and use to create spheroid structures, human glioma U87-MG cells were maintained in adhesion condition in T75 tissue culture flasks. U87 cells were cultured in Dulbecco\'s modified Eagle\'s medium supplemented with 10% fetal bovine serum, 100 units/ml penicillin, and 100 mg/ml streptomycin at 37°C under a humidified atmosphere with 5% CO~2~.

3D Bioprinting Procedure and Biocompatibility
---------------------------------------------

GE-MF (66 mg) and CH-MF (34 mg) were dissolved in 1.5 ml of PBS at 37°C and vortexed until complete dissolution. PEG-Star-MA (5 mg) was dissolved in 0.5 ml of PBS at room temperature, added to the GE-CH hybrid solution, and mixed. The GE-CH solution was left for 30 min under UV-light for further sterilization and 2 h at 37°C to obtain partial network formation of the hydrogel solution. U87 glioblastoma cells (7 × 10^5^/ml) in complete medium were added to the GE-CH solution (5%, 2 ml) and transferred into a 5-ml bioprinter syringe (Moroni et al., [@B45]). Each sample was bioprinted as a grid on 35-mm Petri TC dishes using a 22G nozzle with a 0.41 mm diameter at 25--35 KPa. After printing, cells were maintained at 37°C with 5% CO~2~. The culture media were refreshed every 2 days. The viability of the cells exposed to the bioprinting conditions was evaluated using a LIVE/DEAD viability/cytotoxicity kit (Invitrogen®). Stock solutions of the assay, ethidium homodimer-1 (0.036 μM), and calcein-AM (1 μM), were prepared in PBS. A volume of 1 mL calcein stock solution was added to each bioprinted sample. Following 20 min of incubation at 37°C, 1 ml of ethidium homodimer-1 stock solution was added to the sample, and then it was incubated for an additional 10 min at 37°C (Ooi et al., [@B52]). The stained bioprinted models were washed three times with PBS before obtaining images. Imaging analysis was performed with a CELENA® S Digital Imaging System with a TC PlanAchro 4X Ph objective. Cell viability was calculated as (number of green-stained cells/number of total cells) × 100 using Fiji ImageJ software (Schindelin et al., [@B64]).

3D Spheroid Formation and Histological Analysis
-----------------------------------------------

To form spheroids, U87 cells were seeded 5 × 10^3^ per well in 100 μl of culture medium into 96-well round-bottom ultra-low attachment plates (Corning) and incubated for 5 days. Spheroids were deposited in GE-CH hydrogel using a 24-well plate.

In order to fix hydrogel-embedded spheroids and to obtain a compact hydrogel structure, 10% buffered formalin was added for 2 h at RT into the well. After fixation, hydrogel-embedded spheroids were washed in PBS and were moved into histological cassettes, adding filter paper pieces on top and bottom of the sample to avoid loss of material. Samples were paraffin-embedded with a tissue processor (ETP, Histo-Line Laboratories) using a standard protocol, cross-sectioned at 3-μm thickness by rotary microtome (Leica RM2265), mounted on glass slides, and stained with Haematoxylin and Eosin (H&E). Sample sections were observed under a light microscope (Olympus BX51). Representative images were captured with a digital camera (Evolution VF digital Camera) using Image-Pro Plus software.

Statistical Analysis
--------------------

Results are presented as mean ± *SD* and compared using one-way ANOVA. Statistical significance was set at *p* \< 0.05.

Results and Discussion {#s3}
======================

Gelatin (GE) and chitosan (CH) were chosen as commercially available starting materials with biocompatible properties. Both GE and CH starting polymers were functionalized by reductive amination with 5-methyl furfural, in order to obtain the methyl-furan derivatives GE-MF and CH-MF ([Scheme 2](#S2){ref-type="fig"}). CH-MF and GE-MF were characterized by chemical-physical methods to determine the reproducibility of the reaction and the degree of functionalization. With these aims, FT-IR and NMR analyses were performed, taking advantage of the fact that methyl furan is an "unnatural group" normally absent in natural proteins and polysaccharides, and therefore, it can be easily detected, and the degree of functionalization was dosed in the obtained products.

![Functionalization of gelatin **(A)** and chitosan **(B)** with 5-methylfurfural by reductive amination.](fchem-08-00524-g0009){#S2}

The FT-IR spectrum of GE-MF was compared with that of the untreated gelatin as control. As shown in [Figure 2A](#F2){ref-type="fig"}, the spectrum of untreated gelatin shows in the green region the characteristic two peaks at 1,635 and 1,535 cm^−1^ corresponding to C=O and -NH- of the amide II, respectively. In the case of GE-MF, in the blue-scale region, the signals of C=C, C-H, and -C-O-C- corresponding to the furan ring are detectable, respectively, at 843, 786, and 1,080 cm^−1^. CH and CH-5MF were also analyzed by FT-IR and showed the peaks at 1,625, 1,520, and 1,315 cm^−1^ corresponding to C=O stretching (amide I), NH bending (amide II), and C-N stretching (amide III) of amide groups due to the partial acetylation ([Figure 2B](#F2){ref-type="fig"}) (Wang et al., [@B78]). As for the gelatin spectrum, also in this case in the blue-scale zone, the signals of C=C, C-H, and -C-O-C- of the furan are detectable between 800 and 1,100 cm^1^.

![FT-IR spectra of **(A)** functionalized and unfunctionalized GE **(B)** functionalized and unfunctionalized CH.](fchem-08-00524-g0002){#F2}

To confirm the functionalization and to determine the degree of functionalization, NMR spectra were registered, and comparisons of the untreated and functionalized biopolymers were performed.

We analyzed gelatin and functionalized gelatin by ^1^H NMR to verify the derivatization of lysine amino groups. In methyl furan derivate ([Figure 3B](#F3){ref-type="fig"}), the lysine signal at 2.9 ppm decreases compared to the intensity of the same peak in the gelatin spectrum ([Figure 3A](#F3){ref-type="fig"}). Moreover, new signals (in gray) attributed to the methyl furan structure are exhibited at 6.4, 6.2, and 2.4 ppm (Nimmo et al., [@B49]; Koehler et al., [@B33]). The degree of functionalization was calculated as previously reported in the literature, showing a degree of substitution of 14% (Hoch et al., [@B24]).

![^1^H NMR spectra of **(A)** gelatin control (GE), **(B)** functionalized gelatin (GE-5MF), **(C)** chitosan control, and **(D)** functionalized chitosan (CH-5MF).](fchem-08-00524-g0003){#F3}

The properties and features of chitosan, such as solubility and biodegradability, are related to its degree of acetylation (DA). NMR spectroscopy is one of the most accurate methods for determining the DA for chitosan (Fernandez-Megia et al., [@B15]). [Figures 3C,D](#F3){ref-type="fig"} shows ^1^H NMR spectra, respectively, of CH and CH-5MF. Since the chitosan solution is generally viscous, its NMR spectrum has been recorded at 333 K. Various expressions were worked out to calculate the degree of acetylation; we integrated the peaks related to the acetyl group, comparing anomeric protons and found that the DA value is 18% ([Figure S1](#SM2){ref-type="supplementary-material"}). Also, new signals attributed to the methyl furan structure at 6.4, 6.2, and 2.4 ppm are presented in the spectrum. The functionalization degree has been calculated as reported in the literature to be 18% of substitution.

3D Network Formation by Diels-Alder Reaction
--------------------------------------------

Star-PEG-MA (10.000 MW) with four arms was selected to allow substantial spatial freedom in the network formation to favor cell viability during the 3D bio-printing process but also to better control the reactivity of functional groups during Diels-Alder cycloaddition (Smith et al., [@B66]). The obtained GE-MF and CH-MF were employed for biomaterial network formation using the Star-PEG-MA, as showed in [Scheme 1](#S1){ref-type="fig"}. Different amounts of Star-PEG-MA were employed in order to determine the best kinetics of network formation for the final crosslinked hydrogel. The hybrid hydrogel with a % m/V ratio of CH-GE:PEG-Star-MA=1:3:0.05 and a final concentration of 5% in PBS 7.4 was selected due to the optimal properties in terms of stability and viscosity of the final hydrogel network. The selected GE-CH hybrid hydrogel was then characterized and tested to formulate both the hydrogel and the bioprintable hydrogel. The formation of crosslinked GE-CH hydrogel was studied in comparison with the unfunctionalized GE and CH polymers in the presence of Star-PEG-MA by test tube ([Figure 4D](#F4){ref-type="fig"}). The GE-CH hybrid was produced in hydrogel form and preliminary printed without cells. The produced hybrid was employed to assess the processability of the produced hybrid network and to characterize its swelling behavior and morphological properties ([Figure 4C](#F4){ref-type="fig"}). SEM microscopy of the final construct shows homogeneous structures with interconnected pores, as shown at higher magnification ([Figures 4A,B](#F4){ref-type="fig"}). The swelling ability of hydrogel is important for subsequent *in vitro* cell studies and to develop biomaterial-based cellular constructs. The swelling is also connected to the ability to absorb nutrients from the microenvironment and to favor cell adhesion. The swelling studies were performed at pH 7.4 and 37°C to characterize both the stability and the water uptake of the produced biomaterials. The final hybrid biomaterial shows the greatest swelling rate (1,700%) between 2 and 24 h; however, by 72 h, the swelling decreases to 800% in the absence of polymer degradation and release into the medium. These results could be related to the free functional groups of the hybrid material resulting in a different structural organization of polymer chains during water uptake (Mao et al., [@B42]; Saraiva et al., [@B63]; Li et al., [@B35]; Guaresti et al., [@B21]). The hybrid reaches swelling equilibrium at 144 h, showing adequate properties for *in vitro* cell studies. Concerning potential final applications like tissue engineering or 3D bioprinted cell models, the biomaterials should have a slow degradation rate. As shown in [Figure 4E](#F4){ref-type="fig"}, the crosslinking methodology efficiently maintained the integrity of the hybrid hydrogel at 37°C in PBS 7.4, demonstrating the effect of the covalent linkage in the control of biomaterial degradation over time until 45 days (data not show).

![**(A)** SEM control images of non-crosslinked GE-CH samples. **(B)** SEM images of crosslinked GE-CH samples. **(C)** GE-CH hydrogel, dried samples, and printed formulations. **(D)** Test tube inversion method confirming hybrid hydrogel formation of GE-CH compared with unfunctionalized GE-CH in liquid form. **(E)** Swelling analysis of GE-CH hydrogel reported at time points from 0 to 168 h.](fchem-08-00524-g0004){#F4}

Rheological Analysis
--------------------

The rheological analysis was carried out on homogenous hydrogel solutions prepared as described in the Material and Methods section. The strain sweep test ([Figure 5A](#F5){ref-type="fig"}) showed a linear viscoelasticity zone (LVE), where the intrinsic structural properties of the samples are independent of the applied stress and where the storage modulus (G′) is higher than the loss modulus (G″). In the terminal LVE, the deformation is so large that a liquid-like behavior prevails; that is, the yield point is reached. The crossover points of the dynamic moduli were calculated. GE-CH hydrogel showed a linear strain region up to about 40% ([Figure 5A](#F5){ref-type="fig"}). The 2% strain value was then selected for subsequent sweeps. The crossover point occurred at a very high value of strain. This value of LVE is typical of entanglement networks and strong gels (Ross-Murphy and Shatwell, [@B57]).

![**(A)** Storage (G′, blue) and loss (G″, green) moduli vs. oscillation strain (γ) for GE-CH. **(B)** Storage (G′, blue) and loss (G″, green) moduli vs. angular frequency (ω) for GE-CH hydrogel. **(C)** Structural recovery behavior of the GE-CH as a function of time, assessed by monitoring G′ (t) (γ2%, ω1 rad/s) after destruction by applying an 800% oscillatory shear strain. Modulus G′ (blue) and G" (green).](fchem-08-00524-g0005){#F5}

Mechanical plots were obtained by means of frequency sweep tests performed at a strain value below the critical strain γc, in the LVE zone (2% for all samples). Measurements of the viscoelastic moduli G' and G" were registered with a range of oscillation frequencies at a constant oscillation amplitude. [Figure 5B](#F5){ref-type="fig"} shows how the viscous (G") and the elastic (G') moduli vary with frequency. The storage modulus G' was higher than the loss modulus G". This reflects the existence of three-dimensional networks similar to those of strong gels. Thus, in the LVE region, the sample shows solid-like properties. The mechanical plots are representative of hydrogel properties and classification. The hydrogels can be classified as "strong" hydrogels when G' \> G" showing linear viscoelasticity at high strains. "Weak" hydrogels exhibit G′ \> G″ linear viscoelasticity just at low strain values at all the detected frequencies (Lapasin and Pricl, [@B34]). Consequently, the GE-CH hydrogel under study can be considered as a strong gel because of the slight dependence of G' and G" on the frequency. The data presented here are similar to those in a study by Martínez-Ruvalcaba et al. ([@B43]) on chitosan/xanthan hydrogels. According to the theory of weak gels (Bohlin, [@B8]), the assessment of the viscoelastic behavior of hydrocolloid gel allows the quantification of the intensity of colloidal forces acting within the polymer network and the interactions among components that interact with each other to a certain extent, forming a single strand. Therefore, the relationship between the mesostructure of a hydrogel and its rheological behavior can be established. The Bohlin coordination number *z* quantifies the number of flow units interacting with one another to give the observed flow response of the material:
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By processing the G' (w) data of the GE-CH hydrogel, the *z* value was equal to 25.6, confirming the status of the robust structured gel network.

Traditional hydrogels are characterized by weak properties if subjected to a mechanical stimulus or stress. Compared to other hydrogels presented in the literature, the growth of the viscoelastic behavior in response to deformation of the produced GE-CH hydrogel extends the plausible application of the hybrid polymer to different tissue engineering or biomedical applications. In particular, the self-healing properties of hydrogels have an increased value for both 3D bioprinting procedures and injectable systems (Taylor and in het Panhuis, [@B75]). Therefore, the self-healing properties of the hydrogel were investigated by the application of 800% oscillatory shear strain. After shear removal, the restoration of the dynamic moduli was followed in real time (g 2%, ω 1 Hz). The healing efficiency (HE) was calculated according to Equation 3. A value of HE closer to one indicates the more desirable self-healing capability, whereas a value closer to zero indicates less efficient self-healing (the result is shown in [Figure 5C](#F5){ref-type="fig"}). A completely destructured network and transformation into a liquid-like material (G"\>G') are the immediate results of high shear strain (*g* = 800% for 3 min, ω 1 Hz). Right after cessation of destructive strain, the sample exhibited solid gel responses, with values of instantly restored G′ of around 90% of the original value, with a calculated HE index equal to 0.89. The healed hydrogels were strong enough to sustain repeated stretching; indeed, upon repeating this change of amplitude force, the structure of the hydrogel did not change significantly from that after the first step, and the same healing efficiency (HE=0.88) was obtained. Generally, the self-healing ability of the hydrogel and the time required for the healing process increase with the growth of the viscoelastic behavior in response to deformation of the hydrogels. The observed self-healing properties of the hydrogel may be related to the physical interactions between the amino groups of chitosan and the carboxylic groups of gelatin.

3D Spheroid Cultures and 3D Bioprinting
---------------------------------------

To test the biocompatibility of GE-CH hybrid hydrogel and to investigate the range of potential applications, 3D cell spheroid screening and bioprinted protocols were investigated.

The development of a new 3D *in vitro* model is today an ambitious aim. In the case of biomaterials, embedded and bioprinted models are of great interest to better support cell distribution and cross-talk with the surrounding matrix (as in the tumor microenvironment) so as to investigate drug distribution and the matrix effect around cell aggregates (Fetah et al., [@B16]; Sun et al., [@B70]). To set up the experimental conditions for 3D embedded and bioprinted cells, U87 human primary glioblastoma cell lines were selected. Spheroids have gained increasing attention in cell biology studies due to their 3D organization being closer to that of the real cell microenvironment in tissues (Sutherland et al., [@B71]). Nowadays, the employment of spheroids or more complex organoids is an area of interest for the study of cell biology mechanisms in pathologies, for drug screening purposes, or for tissue engineering and regenerative medicine studies. Today, several commercial materials are under investigation to better control the integrity of spheroid, to study the effect of the microenvironment, and to build up complex tissue-like studies. The viability of spheroids embedded in synthetic matrices or polymers has, in any cases, some limitations. Natural materials can induce undesirable phenomena, like cell migration (Liu et al., [@B37]), or in certain cases, the selected materials can be toxic or not appropriate for cell-adhesion purposes. The advantages of the employment of biomaterials in cells and spheroid encapsulation are the stability of the construct over time and the compositions of the employed biomaterials (Mironov et al., [@B44]). The GE-CH crosslinked biomaterial was employed as a hydrogel to encapsulate and maintain U87 3D spheroids. The spheroids were cultured from U87 cells, and, once uniform spheroidal structures (diameter ranging from about 400 to 500 μm) had been obtained, the GE-CH hydrogel was employed to embed the 3D spheroids and to follow their integrity and viability over time.

The results of histological analysis of hydrogel-embedded spheroids are reported in [Figure 6](#F6){ref-type="fig"} ([Figure S2](#SM2){ref-type="supplementary-material"}). As shown by staining with H&E, cells in the external layer exhibit a polygonal morphology and tend to be tightly packed, while, in the center of the spheroid, U87 cells are fusiform and less densely packed. However, in all of the observed days, cells appear viable and proliferative and do not show signs of sufferance or degeneration. An interesting observation for the produced hydrogel is related to its ability to maintain the spheroid dimensions and structure, maintaining viability over the culture time points, whereas many of the commercially available matrices result in increased cell migration (Thakuri et al., [@B76]).

![Histological images of spheroids embedded in hydrogel at days 1 **(A)**, 3 **(B)**, and 6 **(C)**.](fchem-08-00524-g0006){#F6}

3D bioprinting is a promising fabrication technique, not just for traditional tissue engineering applications but also to model pathological tissues using multiple bioinks and architecture in the third dimension (Gungor-Ozkerim et al., [@B22]; Sun et al., [@B70]). The 3D bioprinting process includes cells and polymers in the same "environment." As a consequence, the properties of the polymers and the crosslinking methodologies employed during the bioprinting process must be biocompatible and easy to tailor. Examples to date include the use of "ionic crosslinkers" (i.e., calcium or divalent salts) or UV and photo-initiator-assisted reactions (i.e., methacrylation, acrylation; Derakhshanfar et al., [@B12]; Gungor-Ozkerim et al., [@B22]; Anil Kumar et al., [@B4]; Ding et al., [@B13]; Petta et al., [@B54]; Schipani et al., [@B65]; Sun et al., [@B70]). Click reactions can be conducted without the presence of catalyzers or components that can have a detrimental effect; this is advantageous for bioprinting protocols but can be challenging when heterogeneous polymers are employed. The Diels-Alder reaction has already been successfully employed to fabricate 3D bioprintable alginate biopolymers (Ooi et al., [@B52]). Here, we demonstrate that the same procedure can be adapted to hybrid systems of chitosan and gelatin to expand the employment of the methods to cell populations needed of adhesion motifs.

The bioprinting protocol was assessed, adapting the printing condition of the hydrogel to cell culture. Human U87 glioblastoma cells were employed to preliminarily test the applicability of the produced hydrogel also in bioprinting procedures. In detail, the hybrid hydrogel was dissolved in PBS, and the time of hydrogel network reaction was reduced from 3 to 2.5 h to produce a partially crosslinked material in order to facilitate extrusion in the presence of cells and to obtain homogenous cell-hydrogel solutions.

The printability was tested operating under sterile conditions on a single Petri dish (35 mm diameter) to avoid contamination and to control the printability and medium change better. The bioprinting process ([Video S1](#SM1){ref-type="supplementary-material"}) resulted in a printed construct stable in the medium until 6 days of culture, showing the stability of crosslinked cell-laden construct without the employment of additives or salts/crosslinkers to improve the hydrogel shape during the culture media changes. The LIVE/DEAD™ Viability/Cytotoxicity assay (Madl et al., [@B41]; Zhang et al., [@B80]) revealed acceptable viability of the bioprinted cells at day 1 and that this increased at days 3 and 6, indicating proliferation of the cells embedded in the hydrogel, as also confirmed by the imaging results ([Figures 7A,B](#F7){ref-type="fig"}).

![**(A)** Live/Dead imaging of bioprinted U87 cells; **(B)** viability of bioprinted cells. (Mean ± *SD* One-way ANOVA, *n* = 3: \**p* \< 0.005).](fchem-08-00524-g0007){#F7}

Conclusions {#s4}
===========

In this article, we reported the functionalization of gelatin and chitosan with methyl furan. The polymers obtained were employed with a PEG-star-MA to control the polymerization of hybrid polymers. Network formation by Diels-Alder reaction was preliminarily employed to test the performance of the obtained hydrogels for spheroid encapsulation and 3D bioprinting with the U87 cell line. The hybrid biomaterial obtained was characterized in terms of physicochemical and biological properties. It showed interesting rheological properties, including self-healing features and promising preliminary evidence for biocompatibility. Furthermore, the possibility of employing the GE-CH hydrogel in 3D bioprinting applications opens the way to more detailed studies in the field of tissue engineering and 3D culture for advanced biological studies.
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